Technical Appendix
identified as members of the M. tuberculosis complex by PCR amplification of Mycobacterium genus-specific 16S rRNA fragment (12) and MPB70 sequences (13) (primers used in the study are listed in the Table) . All PCRs were performed on heat-killed cell suspensions.
Spoligotyping and Data Analysis
The spacer oligonucleotide typing (spoligotyping) method was performed as described by Kamerbeek et al. (14) . The biotin-labelled amplified product was detected by hybridization onto a spoligotyping membrane (Isogen Bioscience BV, Maarssen, the Netherlands). Hybridized Page 1 of 7 product was detected with the streptavidin-peroxidase conjugate (Boehringer, Mannheim, Germany) and the electrochemical luminescence system (Amersham, Little Chalfont, UK) by exposing the radiograph film to the membrane. Purified sterile water and a clinical isolate of M. tuberculosis and M. bovis were included as controls in every batch of tests.
The spoligotyping results were enlisted in a Microsoft Office Access (Microsoft, Redmond, WA, USA) database along with the epidemiologic data (isolation date, animal species and geographical origin). The index of discrimination (D) described by Hunter and Gaston (15) was calculated to determine the discriminatory power of the spoligotyping at a national level. We used the website of the University of the Basque Country (www.insilico.ehu.es), filling in the number of unrelated strains for each spoligotype. For this purpose we only counted 1 spoligotype when isolates of the same herd or a precise geographical area shared identical patterns.
Detection of RD4 and Gene Polymorphisms
We used the 3-primer PCR described by Mostowy et al. (16) . Purified sterile water and a clinical isolate of M. bovis were included as controls. The presence (545-bp gel band) or absence (210-bp gel band) of RD4 was detected by agarose gel electrophoresis.
The complete pncA gene (17) and a part of the gyrB (18) containing the expected polymorphism for M. caprae were amplified. The products were purified with the Qiaquick PCR Purification kit (QIAGEN GmbH, Hilden, Germany) and sequenced with the DyeDeoxy (dRhodamine) Terminator Cycle Sequencing kit in an automatic ABI Prism 373 DNA sequencer (Applied Biosystems, C.I.B. Sequencing Facilities, Madrid, Spain). The sequences generated were aligned with published mycobacterial sequences from the GenBank database (www.ncbi.nlm.nih.gov/GenBank, accession nos. U59967 [17] and L27512 [18] ). Sequencing of the pncA demonstrated a C at nucleotide 169, a common characteristic for M. tuberculosis, M. africanum, M. microti, and M. caprae that results in the functional wild-type pncA (17) . The gyrβ gene sequence polymorphisms analysis detected, as well the characteristic profile for M. caprae that consists of a G at nucleotide 1311 and a C at position 1410, are common to caprine strains and the other members of the complex, except M. bovis (5) .
Variable Number Tandem Repeat Analysis
The PCR for each locus was carried out by using the HotStar Taq DNA polymerase kit (QIAGEN) in a Bio-Rad (Hercules, CA, USA) MyCycler Thermal Cycler. Genomic DNA from
